E. coli RL3000 was grown in M9 minimal medium, 0.25% (w/v) xylose until the culture reached an early exponential phase (OD 600~0 .2-0.3) before it was exposed to 2.75 mM or 5.5 mM feruloyl amide, coumaroyl amide, or ferulic acid. Concentrations of xylose remained in the culture over time were quantified using LC-MS. Growth rates (/hour) and xylose uptake rates (mM/hour/OD) were obtained from nonlinear least-squares (curve-fitting). The extrapolated rates were normalized to those of the controls. Bars represent means of two biological replicates ± SEM. (B) Ferulic acid leads to anaerobic growth inhibition of E. coli. Anaerobic E. coli was grown in an absence of inhibitor before it was introduced to 5.5 mM ferulic acid at early exponential growth (arrow).
(D) Impeded biosynthesis of deoxynucleotide in the presence of ferulic acid. Anaerobic, exponential culture of E. coli was exposed to 5.5 mM ferulic acid for 5 min before switched into a medium containing 13 C-xylose. 13 C incorporation was allowed for 0, 0.5, 1, 2, 4, 7, 10, and 15 min before quenching. While synthesis of ribose-5-phospate (ribose-5-P), glutamate, and ATP was comparable between the control and ferulic acid-treated samples, biosynthesis of dCTP was impeded in the presence of ferulic acid.
Supplementary Figure S4: Feruloyl amide inhibits nucleotide biosynthesis at both 5 minutes (short-term) and 2 hours (long-term). Anaerobic E. coli culture in minimal medium
with non-labeled xylose was exposed to 5.5 mM feruloyl amide for either 5 minutes (short-term) or 2 hours (long-term) before it was switched to 1, 2 13 C-xylose-containing medium. Samples for intracellular metabolite analysis were the taken at 0.5, 1, 2, 4, 7, 10, and 15 min thereafter. The blue-to-red gradient represents the amount of 13 C-label incorporation (sum of all 13 C-labeled forms) into each metabolite as a fraction of its total pool; for each metabolite, the lowest value (non-labeled) was set to blue while the highest 13 C-label fraction value in control samples was set to red. The data represent the average of two biological replicates. For each metabotlie, peak intensity was normalized to a "0 min" control. Numbers shown here are log2 of the normalized values.
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